Infertility of healthy problems is considered important that cause damage to psychological, economic and family couple infertile. Disease occurs because of many genetic factors and physiological. It has been observed that the 30% of infertility male caused by mutations which is still accurate diagnosis of these mutations incomplete. As the most important characteristic of these mutations, the defect is in the fertility of individuals, although that individual show natural mature but linked to infertility. Therefor the study aimed is to identify the effect of polymorphism Ser447stop for lipoprotein lipase (LPL) gene on the concentration of testosterone and produce sperm in the male infertile. As the study including 70 male infertile and 40 male healthy. It has been selected from hospital of Samarra, the period from 8/3/2016 to 3/7/2016. The results showed high concentration of LPL enzyme in the males infertile ,as amounted to 41,76 U/L compared with healthy which amounted to 32,18 U/L. Either concentration of testosterone decreased concentration of the infertile, as amounted to 2.14 ng/ml, while the healthy 4.69 ng/ml. As for genotype frequency of polymorphism Ser447stop, It has been observed the absence of the difference in the genotype frequency between the community infertile and healthy. While found high significant in allele frequency of X447 in patients, compared with healthy. It also been associated with genotype X447X447 decrease in the indicators of seminal fluid as well as decrease in testosterone, with increase in the LPL enzyme for individual's carriers with him. Suggesting the role of polymorphism for LPL gene in the disease infertile progression through the influence on the activity and amount of the enzyme product.
Introduction
Known as infertility not to the ability to reproduction year after marriage and without the use of the means contraceptive [1, 2] . As it threatens to infertility problem DOI: 10.24086/cuesj.si.2017.n2a3 about 15% of the couples age of childbearing [3] . And that the 40% of the infertility cases be caused by the husband alone [4] . As it is turmoil in the process grew up sperm reason for 2-5% of infertility cases [5] . It is complex process is going through several stage of all located under control of genetic, as there are many genes responsible for the organization is estimated number of about 2000 genes distributed within the human genome [6] , and during the recent decades and after the development which happened in reproductive endocrinology and genetic, emerged as a new field is the infertility and genetic the purpose of knowledge of the foundations of genetic infertility [7] . The genetic disorders one of the most important factors leading to inefficiency in the production of sperm [8] . As well as affecting those disorders to produce some of sex hormone and the most important for males is a testosterone , it is of steroid hormone which derived from cholesterol is secreted from the testes and stimulates the primary spermatocyte on the division to configure the sperm [9] . Has been observed that the decrease testosterone lead to infertile males because of the decrease in the production of sperm [4] .
Lipoprotein lipase (LPL) is an enzyme catalyzing the hydrolysis of triglyceride components of circulating chylomicrons and low-density lipoproteins [10] . The deviations in LPL function are related to various pathological states, atherosclerosis, chylomicronaemia, obesity, Alzheimer's disease, dyslipidemia and etc. [11] .It also found [12] the expression of the enzyme was the strongest in the ovaries of pregnant animals, in placenta and testes. The highest LPL activity was observed in spermatozoa precursors in testes and in mature male sex cells in the epididymis. The LPL gene is located on chromosome 8p22, spans 30 kb containing 10 exons and 100 naturally occurring mutations have been described in this gene [13] . Several polymorphisms at the LPL locus have been described that are associated with variations in LPL activity, serum lipid concentrations [14] . The Ser447stop polymorphism results in the premature truncation of LPL [15] . This polymorphism is associated with increased levels of LPL secretion [16, 17] . Previous studies on the LPLSer447stop on exon 9 have demonstrated its effect on reducing the plasma triglyceride level and increasing HDL-C [18] .
The study aims is to know the relationship between the polymorphism Ser447stop for LPL gene and concentration of testosterone and thus the production of sperm through the effect of LPL enzyme on the lipid which is the main source to build a testosterone, which lead to the development of disease infertility.
Subjects and Methods
This study was carried out in the hospital of Samarra for the period from 8 th March 2016 to the third of July 2016. Seventy infertile male subjects, without any treatment who had regular intercourse for at least 12 months without conception with their partners, aged 26 -48 years, were selected from hospital. A detailed background history and physical examination were done. The subjects were considered infertile (oligospermic) according to the sperm count less than 20 million / ml. Fortieth males, Who had sperm counts more than 20 million/ ml and whose partners conceived within a year, with motility more than 50% were selected from general population and taken as normospermic control group. Subjects who had undergo surgery of hernia repair, medical disease as thyroid disease, patients who were on antipsychotic or antihypertensive drugs or taking alcohol, vitamin and mineral supplementation were excluded from the study.
Seminal fluid samples
Semen samples were obtained by masturbation after an abstinence period of 3 days. After liquefaction, samples were processed by conventional analysis to determine the volume, sperm count, sperm motility and sperm morphology according to WHO criteria (2010).
Collection of blood Samples
Withdrawal of 10 ml of venous blood each study samples since the morning and distributed on the two parts. First section: includes on 5-8 ml of blood has been but in the test tube and left in order to clotted, After centrifugation, serum was kept frozen at -20 c until analyzed for lipoprotein lipase enzyme and testosterone, serum lipoprotein lipase enzyme was estimated using atomic absorption, serum [19] .Testosterone was estimated using ELISA [20] technique. The second section: contains a 2 ml of blood put in tube contain a solution acid citric dextrose solution (ACDS) anticoagulant for the purpose of used it to isolate DNA to complete the study molecular [21] .
Molecular analysis
The molecular study carried out in Laboratories College of Applied Sciences / university of Samarra. Which included isolate DNA genomic of blood sample depending on the method [22] . Were measured concentration and purity of using the device nano-drop spectro-photometer of the type of Thermo (2000) U.S.A. of origin. It was standardization of LPL gene. As he studied polymorphism LPL gene using PCR-RFLP technology. Has conducted the interaction of PCR using the device type Applied U.S.A. of origin. Has been used material green master mix supplied by promega corporation, USA, and the size of a final 25µL using the primers of specialist. Forward primer: 5'-TAC ACT AGC AAT GTC TAG GTG A-3'.22 nucleotide reverse primer: 5'-TCA GCT TTA GCC CAG AAT GC-3'.19 nucleotide. To amplify a fragment of DNA size 488 bp [23] , as it was the components of the interaction as in the following table 1. Than amplified products were digested for 4 hours at 37 °C with, appropriate restriction enzyme MnlI according to the manufacturer's recommendations (Promega, USA). After separation on 2.5 % agarose gels, the resulting fragments were stained with ethidium bromide and visualized with an UV transilluminator. Digestion of the PCR product with MnlI resulted in 2 fragments of 285, 203 bp [24] . The identified genotypes were named according to the presence or absence of the enzyme restriction sites, so Ser447stop S447S447, S447X447and X447X447 are homozygote for the presence of the site, heterozygote for the presence and absence of the site, and homozygote for the absence of the site, respectively
Statistical Analysis
Measurement data were summarized by mean ± standard deviation (S.D.), and compared with two-sample t-test the statistical analysis of this study is made by using SPSS program (Version 20.0). Enumeration count data were summarized as number (%) and compared with chi-square test (χ2 test). To analysis was used to evaluate the allelic and genotypic frequencies that were calculated from the observed genotypic counts and to assess the Hardy-Weinberg equilibrium expectations.
Results
Results are expressed as mean ±S.D for each parameter statistically significant differences among infertility & control groups are indicated along with their significant values. Except for the volume (ml) as it was no significant between the two groups.
The serum Lipoprotein lipase (LPL) concentration in blood & serum testosterone concentration in blood in the two groups are shown in Table- 3. Serum Lipoprotein lipase (LPL) concentration in infertile patients significantly higher than fertile males (control). Serum testosterone concentrations were significantly lower in infertile patients than fertile males (p < 0.05) . The X447 allele frequencies of the Ser447Stop polymorphism in patients and control subjects were 0.69 and 0.39, respectively. The X447 allele was significantly more frequent in control subjects than in patients Table 4 and Figure 1 , 2. The prevalence of Ser447Stop showed a significant difference between patients and control subjects. There are no significant difference between Ser447stop and volume seminal. While found significant difference between parameter other seminal fluid of individuals carrier with genotype X447X447, which is both count ,motility, morphology ,as it reached 3.67, 11.3, 9.2 respectively. Compared to individuals carrier with genotype S447S447, S447X447. In addition results showed a high significant in the serum lipoprotein lipase for individual carrier with genotype X447X447, as amounted to 43.87 U/L, compared to both S447S447,S447X447, as amounted to 31.87,38.27 U/L respectively. While showed testosterone significant decrease in the individual carrier with genotype X447X447, as amount to 1.83 ng/ml, compared to S447S447, S447X447 genotype. 
Discussion
The results in table 3 showed the presence of significant differences between the indicators of seminal fluid for males infertile compared to male healthy , the exception of the volume of semen it has not shown any significant differences between the two group . This agreement with [25] and those who found significant differences between the indicators of seminal fluid in fertile patients compared to males healthy. That the low proportion of each of the count, motility and morphology (normal sperm) infertile goes back to several reasons of which physiology through the decrease testosterone [26] , or because of defect in the function of mitochondria which on the main source of the production of molecules ATP which affect motility [27] , or because of teratozoospermia the result of exposure to free radicals [27, 28] , or reasons genetic such as chromosomal aberration and points mutation [29] .
In addition, the results showed significant increase in the concentration of LPL enzyme in patients compared to healthy. While the was observed significant reduction in the concentration of testosterone in infertile compared to healthy. This agreement with observation of [30] which found that the steroid hormones including the testosterone a role in the inhibition of LPL enzyme in infertile patients due to the inverse relationship between them. As it plays an LPL enzyme a role in the analysis of lipid, including cholesterol and triglycerides which is the main source to build a testosterone, so it works testosterone on the reduction of the transcriptional of LPL gene and thus reducing the amount of enzyme product [31] .
The Results in table 4 showed that there is no significant differences between the observed frequencies of the 3 genotypes did not differ from the expected frequencies for both the control group and patients, which means that the genotype do not deviate from Hardy-Weinberg in each of the patients and healthy. This agreement with observation of [24] in his studies for patients with cardiovascular Japanese, was found that the community patients and healthy balanced and do not deviate from HardyWeinberg .When society is balanced this means that the development did not happened in the community has been achieved in which hypotheses balance from HardyWeinberg, as it did not affect the mutation, immigration, election and genetic drift [32] . As for about the allele frequencies has been observed high significant in the frequency of the X447 allele with the community of infertile patients compared to healthy, while he was frequency of the S447 allele with a high significant in healthy compared to patients.
This result were in agreement with observation of [33] which found that the frequency of the S447 was significantly higher in healthy subjects than in coronary artery disease, while the frequency of the X447allele was significantly higher in coronary artery disease as it amounted to rate of 83% compared to healthy group as amounted to rate of 61%. It also found [34] that the patient's with cardiovascular the Turkish they had a high in the frequency of the X447 allele as amounted to rate of 29.2% compared to healthy group as amounted to rate of allele frequency X447 of 17.39% . This mutation in LPL gene is a consequence of C to G transversion at nucleotides 1595 in exon 9 which converts the Serine 447 codon ( TCA) to premature termination codon (TGA) [35] . This poly-morphism associated with increased levels of LPL secretion [36] . This translates to higher plasma LPL activity in vivo [37] . Previous studies on the LPL S447X have demonstrated its effect not only on reducing the plasma triglyceride level and increasing HDL-C, but also on decreasing the concentration of steroid hormones, including the testosterone, as it is a lipid the main source to be configured [37] . This is indicated to him the results, of our study in a table 6. As the individuals carriers with genotype X447X447, the had a high in the concentration of LPL enzyme with decrease in the concentration testosterone. In addition to the reduction in the mount of indicators of seminal fluid, compared with individual carrier's genotype S447S447 and S447-X447. [38] Provided evidence for the key role of LPL in the energy and lipid metabolism of adrenal gland in men and for its participation in steroidogenesis. Moreover, found [11] that the secretion of higher LPL enzyme in the male's cats worked the reduction of the amount of semen. Because of the X447X447 genotype, increase the production of LPL enzyme, so it can play in the influence on the motility of sperm. It also plays a genotype X447X447 a role in the increase the molecules LDL-C which after the oxidized turn into a molecules ox-LDL it is one of the free radicals that lead to the death of sperm [39, 40] . Also, affect the genotype X447X447 on the motility and abnormal shape of sperm through the impact of free radicals, including the free fatty acid resulting due to increase the production of LPL enzyme. This agreement with (28) he found that lipase secreted by bulbourethral gland is responsible for death of spermatozoa, consequently to the toxic effect of free fatty acid.
Moreover, it also affect the genotype X447X447 on motility sperm through the impact of free radicals on the energy produced by the mitochondria, which is the main source to provide the sperm motility [27] .
